according to the manufacturer's instructions. 48 hours after transfection cells were harvested and lysed in 50 mM Hepes (pH 7.5), 150 mM NaCl, 1 mM EDTA, 10% glycerol, 1% Triton X-100, 10 mM Na 2 P 2 O 7 , 10 mM NaF, 2 mM Na 3 VO 4 , 1 mM Aprotinin, 0.5 mM PMSF. Protein levels were analyzed by Western blot. Proteins were probed with a mouse monoclonal antimyc antibody (1:5,000, Santa Cruz) and a rabbit polyclonal anti-actin antibody (1:5,000, Sigma-Aldrich), followed by incubation with a goat polyclonal anti-mouse or a swine polyclonal anti-rabbit horseradish peroxidase (HRP)-conjugated secondary antibody (both 1:7,500, Dako). Cells transiently transfected in parallel were used for immunofluorescence assays. For the Western Blot analysis shown in Figure 2B , HeLa cells were arrested at the G1/S boundary by thymidine block, and released into thymidine-free medium containing the indicated concentration of compounds at a final DMSO concentration of 0.5%. After 7 hours, medium was replaced with fresh medium which also contained the indicated concentration of compound. 14 hours after the initial release cells were lysed with RIPA buffer (50 mM TrisHCl pH 8.0, 150 mM NaCl, 1% NP-40, 0.5% Na-desoxycholate, 0.1% SDS, 1 mM Na 3 VO 4 , 1 mM PMSF, 1 mM DTT, 1 mM NaF, and protease inhibitor cocktail Complete (Roche)).
Western blot analysis was performed according to the standard protocol using the corresponding antibodies. Mouse monoclonal antibody against Plk1 (1:250), mouse monoclonal antibody against cyclin B1 (1:15,000), rabbit polyclonal antibody against Cdc25C
(1:100) and goat anti-mouse or anti-rabbit secondary antibodies (1:4,000) were purchased from Santa Cruz. Mouse monoclonal antibody against β-actin (1:100,000) was obtained from Sigma-Aldrich. Rabbit polyclonal anti-phospho-histone 3 antibody (1:100) was from Upstate. 
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The scale bar represents 5 µm.
